Background: There is evidence for a relevant role of inflammation in the pathogenesis of Parkinson's disease (PD). Mutations in the LRRK2 gene represent the most frequent genetic cause for autosomal dominant PD. LRRK2 is highly expressed in macrophages and microglia suggesting an involvement in inflammatory pathways. The objectives are to test (1) whether idiopathic PD and LRRK2-associated PD share common inflammatory pathways or present distinct profiles and (2) whether non-manifesting LRRK2 mutation carriers present with similar aspects of inflammatory profiles as seen in PD-affected patients. Methods: We assessed serum profiles of 23 immune-associated markers and the brain-derived neurotrophic factor in 534 individuals from the MJFF LRRK2 consortium.
Background
There is increasing evidence coming from post-mortem and biomarker analyses as well as genetic studies that inflammation is relevantly involved in the pathogenesis of Parkinson's disease (PD) (reviewed in [1] [2] [3] [4] [5] [6] [7] [8] ). Although levels of cytokines and chemokines are highly variable, a substantial proportion of PD patients can show elevated levels of these proteins in serum and CSF (reviewed in [2] ). This increase indicates an activation of the innate immune system with involvement of astrocytes and activation of microglia (reviewed in [1, 4] ). Subtypes of astrocytes have recently been shown to effectively endocytose α-synuclein (asyn) species secreted from neurons and to produce glial inclusions and inflammatory responses [9] .
Mutations in the gene for leucine-rich repeat kinase (LRRK2) represent the most frequent genetic cause associated with autosomal dominant PD. In general, the clinical phenotype of PD patients with LRRK2 mutation (PD LRRK2 ) resembles late-onset idiopathic PD (IPD) with a good response to levodopa treatment. However, with respect to non-motor symptoms such as dementia and olfactory dysfunction, the clinical course in patients carrying the most common LRRK2 mutation (p.G2019S) appears to be more benign than in IPD [10, 11] . There is increasing evidence for the involvement of LRRK2 in inflammatory pathways, linking PD LRRK2 to the immune system [3, 4] . LRRK2 is highly expressed in monocytes, macrophages, and microglia, and exposure to bacterial lipopolysaccharides (LPS) results in an up-regulation of LRRK2 protein as well as impaired autophagy in macrophages [4, 12] . Following this line, one could speculate that PD LRRK2 might be associated with distinct inflammatory cascades.
At present, it is not clear (1) whether idiopathic and LRRK2-associated PD share common inflammatory pathways or present with distinct profiles and (2) whether non-manifesting LRRK2 mutation carriers (NMC LRRK2 ) present with similar aspects of inflammatory profiles as seen in PD-affected patients indicating an involvement of the immune system in earliest neurodegenerative processes. To evaluate these questions in this exploratory study, we applied an extensive battery of 27 immune-associated serum markers as well as the neurotrophin BDNF (which is directly secreted by activated monocytes in inflammatory brain lesions and promotes neuronal survival in vitro [13] ) in a large multicenter cohort of the MJFF LRRK2 consortium consisting of 534 individuals.
Methods

Centers and participants
In 2008, the Michael J. Fox Foundation established an international consortium to investigate the role of LRRK2 in Parkinson's disease (www.michaeljfox.org/ page.html?lrrk2-cohort-consortium). The consortium brought together leading groups focusing on genetic forms of PD from nine countries across four continents (Canada, China, France, Germany, Israel, Norway, Spain, Tunisia, and the USA).
In total, clinical data and serum samples of 534 individuals from Canada, France, Germany, Norway, Spain, and the USA grouped into 4 cohorts were included in these cross-sectional analyses: (1) 144 IPD patients controlled to have no pathogenic mutation in the LRRK2 gene, (2) 142 PD LRRK2 , (3) 115 NMC LRRK2 , and (4) 133 healthy control individuals controlled to have no pathogenic LRRK2 mutation (CON); please see Additional file 1: Table S1 for the type of mutations and their distribution among the LRRK2 cohorts.
Since PD LRRK2 is characterized by reduced penetrance and not all NMC LRRK2 will develop PD, we defined-in accordance with the new MDS research criteria for prodromal PD [14] -a "prodromal subgroup" of NMC LRRK2 individuals who may have a particularly high risk of conversion by carrying a genetic risk factor (LRRK2 mutation) and additionally fulfilling at least two of the following prodromal criteria: mild motor impairment (MDS-UPDRS-III > 6), REM sleep behavior disorder (RBD Questionnaire ≥ 5), autonomic dysfunction (SCOPA-AUT ≥ 9), or hyposmia (age-related UPSIT cut-off [15] ). Thirty-three NMC LRRK2 individuals met these criteria and fell into this prodromal subgroup ( Tables 1, 2 , 3, and 4).
Clinical investigations
The consortium followed standardized data acquisition protocols to ensure that tests conducted at multiple sites can be pooled. Besides demographics such as gender, age, age at onset, and disease duration, the following clinical parameters were of interest and analyzed in the present study. Diagnosis of Parkinson's disease was defined according to the UK Brain Bank Criteria with the exception that a positive family history for PD was not considered an exclusion criterion [16] . Severity of motor symptoms was assessed using part III of the MDS-Unified Parkinson's disease Rating Scale (MDS-UPDRS-III) [17] . Stage of disease was categorized according to the modified Hoehn and Yahr Scale (H&Y) [18] . Cognitive function was tested by the Montreal Cognitive Assessment (MoCA). A cut-off of ≤26 out of 30 points was set to indicate cognitive impairment [19] . A cut-off of ≥5 points in the REM Sleep Behavior Disorder Screening Questionnaire (RBD Questionnaire) was interpreted as presence of RBD [20] . The Epworth Sleepiness Scale (ESS) was used to assess excessive daytime sleepiness [21] and the SCOPA-AUT to assess autonomic dysfunction [22] .
Biomaterial and analyses of immune-associated markers in serum
Serum samples were collected after overnight fasting between 8.00 and 11.00 am, prepared and stored according to standardized operating procedures as defined by the MJFF consortium. Serum was centrifuged at 2000 g, 4°C for 10 min and stored at −80°C within 60 min after collection. Levels of 28 immune-associated markers were measured as follows: samples were thawed at room temperature, vortexed, spun at 18.000 × g for 1 min and pipetted into a master microtiter plate for multiplexed immunoassay. The kit components of the multiplexed immunoassay were kindly provided by Myriad RBM, Austin, TX, USA (http://rbm.myriad.com). After dilution with assay diluents in a manner of 1:5, an aliquot of 10-μl diluted serum was introduced into one of the capture microsphere multiplexes followed by incubation at room temperature for 1 h. Reporter antibodies were added followed by incubation for an additional hour at room Data are presented as median with range. p values reflect results from inter-group comparisons between IPD, PD LRRK2 , and CON using multivariate variance analysis including age, regular intake of anti-inflammatory medication, and study site as co-variates. Correction for multiple testing for the number of groups that have been compared (n = 3 for IPD, PD LRRK2 , CON = p < 0.016) was done according to Bonferroni and statistical significance was defined as p < 0.016. In case of significant differences between the three cohorts, we calculated pair-wise post hoc comparison including age, regular intake of anti-inflammatory medication, and study site as co-variates; and in the case of comparison between IPD and PD LRRK2 , also disease duration was introduced as co-variate IPD patients with idiopathic Parkinson's disease, PD LRRK2 patients with Parkinson's disease carrying a LRRK2 mutation, CON healthy control individuals temperature. Streptavidin-phycoerythrin solution was added for development and incubated for 1 h at room temperature. For control purposes, calibrators and controls were included on each microtiter plate. Standard curve, control, and sample QC were performed to ensure proper assay performance (please see Additional file 1: Table S3 for details on LLD, LLOQ, and average concentrations as well as intra-and inter-assay CVs). Samples were tested in singles. Analysis was performed using the Luminex 100/200 instrument and data were interpreted using the software developed and provided by Myriad RBM. The following 4 serum markers were excluded from analysis due to missing values in >5 % of study participants: IL-1α, IL-7, IL-13, and IL-15. Of the remaining, approximately 1 % of the overall data were missing values, which were replaced by the overall group mean of the respective parameter. A total of 23 immuneassociated serum markers as well as BDNF were included in the analyses. For a list of all assessed markers, we refer to Tables 2 and 4 .
Statistics
Statistical analysis was performed using SPSS 22.0 software for Windows SPSS (Inc., Chicago, IL, III, USA). Dichotomous data were analyzed using the chi-square test.
Multivariate linear regression analyses stratified by
cohort were used to evaluate independent associations of gender, age, disease duration, intake of anti-inflammatory medication, and clinical characteristics with levels of immune markers. 2. To evaluate PD disease status-specific characteristics, we performed inter-group comparisons of demographic, clinical, and immune marker levels between the two PD cohorts and healthy control individuals (IPD, PD LRRK2 , CON). Due to skewed data, nonparametric testing using Kruskal-Wallis test was performed for the comparison of demographic and clinical data. In case of significant differences in the KruskalWallis test, pair-wise post hoc Dunn test including correction for multiple testing was applied. Levels of immune markers were first normalized by log transformation before inter-group comparisons using multivariate variance analyses corrected for age, intake of anti-inflammatory medication, and study site were done. In case of significant differences in the multivariate variance analysis, pair-wise post hoc comparisons also corrected for age, disease duration (comparison of the two PD cohorts), intake of anti-inflammatory medication, and study site were applied. Correction for multiple testing for the number of groups that have been compared (n = 3 for IPD, PD LRRK2 , CON = p < 0.016) was done according to Bonferroni. The pair-wise post hoc comparison between the two PD cohorts (IPD, PD LRRK2 ) further allowed evaluating LRRK2-specific effects in the PD patients. 3. Discriminant analysis in IPD, PD LRRK2 , and CON including all assessed serum markers was performed to test whether specific immune profiles could Data are presented as median with range. p values reflect results from inter-group comparisons between NMC LRRK2 and CON using multivariate variance analysis including age, regular intake of anti-inflammatory medication, and study site as co-variates. Correction for multiple testing for the number of groups that have been compared (n = 2 for NMC LRRK2 , CON = p < 0.025) was done according to Bonferroni and statistical significance was defined as p < 0.025 NMC LRRK2 non-manifesting LRRK2 mutation carriers, CON healthy control individuals discriminate between disease status and genotype and thereby correctly classify individuals to the respective cohort based on the immune marker profile. Discriminant analysis is similar to linear regression by predicting an outcome. The difference between both methods is the classification of the dependent variable which should be categorical when using discriminant analysis (in our case, the three cohorts) as opposed to linear regression where the dependent variable is an interval variable, thereby impeding this method for our analysis. The variable "cohort" was introduced as dependent variable whereas all immune markers were entered at once without prior selection (to ensure an unbiased analysis) as predictors (independent variables). The discriminant analysis weights the effect of all immune markers in order to identify and combine the most important ones which are referred to as discriminant score. 4. To test whether NMC LRRK2 present with similar aspects of inflammatory profiles as seen in the PDaffected cohorts, we performed inter-group comparisons of demographic, clinical and immune markers between NMC LRRK2 and CON. Due to skewed data, non-parametric testing using Mann-Whitney test was performed for the comparison of demographic and clinical data. Levels of immune markers were first normalized by log transformation before intergroup comparisons using multivariate variance analyses corrected for age were done. Correction for multiple testing for the number of groups that have been compared (n = 2 for NMC LRRK2 CON = p < 0.025) was done according to Bonferroni.
Since regression analysis revealed a significant impact of gender on the immune marker levels and gender was distributed differently across our cohorts, all analyses outlined in this section were done separately stratified by gender.
Standard protocol approvals, registrations, and patient consents
The study was approved by the respective local ethics committees of the participating centers. All participants gave written informed consent.
Results
Clinical and demographic characteristics of the cohorts IPD, PD LRRK2 , and CON are shown in Table 1 ; the respective data for NMC LRRK2 are given in Table 3 .
Multivariate linear regression analyses stratified by
cohort revealed a relevant impact of gender on levels of immune markers. While females had significantly higher levels of ENA-78, GH, IL-4, IL-12-p40, and leptin, males showed higher levels of FABP, IL-1-beta, IL-6, MMP-3, MMP-9, TF, and TNF-alpha. Moreover, discriminant analysis revealed a clear separation between genders based on the immune marker profile in the overall cohort of 534 individuals with a correct classification to the respective gender of 87.8 %. For details, see Additional file 1: Table S2 and Additional file 2: Figure S1 . 2. Detailed descriptive data and results of inter-group comparisons including post hoc pair-wise comparison of levels of immune markers between IPD, PD LRRK2 , and CON are given in Table 2 . Compared to CON, females and males of both PD cohorts had significantly higher levels of the pro-inflammatory marker FABP. Moreover, IPD but not PD LRRK2 had significantly higher levels of the pro-inflammatory marker IL-12-p40 as well as of the anti-inflammatory marker IL-10, the neurotrophic factor BDNF, and the survival factor SCF compared to CON. Levels of MMP-9 were lowest in IPD compared to PD LRRK2 . Table 4 . Female NMC LRRK2 who were classified as prodromal subgroup showed increased levels of FABP compared to CON (3.03 vs. 2.87 ng/ml; p < 0.001). Overall, NMC LRRK2 including the "prodromal subgroup" of NMC LRRK2 had similar or even lower levels of immune markers compared to CON and thereby did not present with activated inflammatory profiles as seen in the PD-affected cohorts.
Discussion
By assessing immune profiles in idiopathic (IPD) and LRRK2-associated PD patients (PD LRRK2 ) as well as in yet non-manifesting LRRK2 mutation carriers (NMC LRRK2 ) and healthy control individuals (CON), we show that (1) levels of inflammatory markers are strongly genderdependent, (2) both PD-affected cohorts, stratified by gender, present with increased levels of the pro-inflammatory marker FABP, (3) IPD patients, but not PD LRRK2 , additionally have increased levels of the pro-inflammatory marker IL-12-p40 as well as the anti-inflammatory species IL-10, the neurotrophin BDNF, and the survival factor SCF, and (4) NMC LRRK2 present with CON-like profiles, arguing against a relevant role of the inflammatory markers assessed in this study in the prodromal PD LRRK2 phase. It is known that several of the markers assessed in this study show gender-specific differences indicating that immune systems differ substantially between women and men. While females respond to infection and trauma with increased antibody production and anti-inflammatory species such as IL-4 and IL-10, inflammation itself is usually more severe in men resulting in increased mortality in males [23] . In line with the literature and irrespective of the underlying cohort, females in our study presented with higher levels of ENA-78, GH, IL-4, IL-12-p40, and leptin while male participants showed higher levels of IL-1-beta, IL-6, MMP-3, MMP-9, TF, and TNF-alpha [24] [25] [26] [27] [28] . Taking these gender differences into consideration is of importance when analyzing immune marker profiles in different cohorts against disease status.
The finding that both PD-affected cohorts presented with significantly increased levels of the pro-inflammatory marker FABP indicates a common disease status-specific pattern irrespective of the underlying genotype. Proteins of the FABP family are abundantly expressed in tissue with fatty acid metabolism such as the brain and the heart. The main function of FABP is the intracellular transport of long-chain fatty acids [29] . It was shown that asyn binds to long-chain fatty acids, resulting in enhanced asyn oligomerization and Lewy body formation in dopaminergic neurons. FABP overexpression aggravated fatty acidinduced asyn oligomerization in a mouse model [30] . Although increased serum and/or CSF levels of FABP have been reported in Lewy body diseases, similar results were also observed in patients with stroke, brain injury, and Creutzfeldt-Jakob disease, suggesting that this marker is rather non-specific [31] [32] [33] . Pro-inflammatory IL-12 species including IL-12-p40 are produced by activated macrophages and microglia and enhance T cell proliferation and production of other pro-inflammatory cytokines. IL-12 was previously shown to be increased in serum of PD patients [34] .
Interestingly, we also found anti-inflammatory and neurotrophic markers to be higher in idiopathic PD patients than in controls. IL-10 was shown to be neuroprotective in ischemic cell and animal models and was suggested to modulate high levels of the pro-inflammatory cytokine IL-12 in PD patients [34] . BDNF is a widely expressed neurotrophin, which plays a crucial role in neuronal survival. In inflammatory brain lesions, activated monocytes directly secrete bioactive BDNF, which promotes neuronal survival in vitro [13] . Moreover, it was demonstrated that BDNF is positively associated with inflammatory markers in AD [35] . Interestingly, increased serum levels of BDNF have been found in PD patients with longer disease duration and more severe motor impairment [36] . In vivo and in vitro experiments show an up-regulation of the stem cell factor SCF in neurons of injured brain tissue paralleled by neural stem/progenitor cell migration, indicating that SCF is involved in pathways limiting and/or repairing neuronal damage [37] .
All these results indicate that inflammatory processes are evident in clinically manifest Parkinson's disease (potentially to a lesser degree in PD LRRK2 as the median levels and numbers of inflammatory markers significantly different from CON were lower in PD LRRK2 than in IPD; Table 2 , Fig. 1 ) and are paralleled by increased Fig. 1 Illustration of the distribution of the discriminant function scores for IPD, PD LRRK2 , and CON stratified by gender. While IPD patients show little overlap with PD LRRK2 and CON indicating a good discrimination based on the immune marker profile, PD LRRK2 and CON present a broader overlap suggesting a possibly less robust inflammation in PD LRRK2 . These findings seem similar across females and males with an overall discrimination between these three cohorts of 69.7 % for females and 72.1 % for males production of anti-inflammatory and neurotrophic species, possibly as an attempt to counteract tissue damage. However, the exact regulatory mechanisms of pro-and anti-inflammatory pathways need to be further elucidated.
Neither the whole cohort of NMC LRRK2 nor the subgroup of "prodromal NMC LRRK2 " presented with activated inflammatory profiles as seen in the PD-affected cohorts. If we hypothesize that the increased levels of serum immune markers in the PD cohorts reflect aspects of/interaction with the neurodegenerative process, the findings in NMC LRRK2 suggest that the activation of the immune system does not start in the very early (prodromal) phase of PD LRRK2 in a relevant proportion of individuals but rather after clinical diagnosis. However, it is known that the different prodromal symptoms vary in their predictive value to PD conversion and that speed of progression from prodromal to manifest PD varies among patients and cannot be reliably predicted. Therefore, our cross-sectional results in the prodromal cohort need to be interpreted with caution.
Still, we have to keep in mind that most studies including ours show a large overlap in levels of immune markers comparing cohorts of PD patients and healthy controls. The fact that expression of pro-inflammatory serum markers differs largely even within the cohorts of IPD and PD LRRK2 implies that there is a subgroup of individuals in each group, in which concomitant inflammation may play a major role resulting in individual pathophysiologic patterns that could be masked when comparing unselected populations. This needs to be further explored as a possible basis for anti-inflammatory therapeutic strategies. Moreover, the course of neurodegeneration in PD is a dynamic process and most probably not a linear continuum which makes it difficult to estimate when inflammatory processes set in and accelerate. Furthermore, one has to keep in mind that our PD-affected cohorts were older than the control group. Thereby, additional aging-related inflammatory processes known as "inflammaging" might contribute to the inflammatory profiles seen in our PD cohorts.
To overcome limitations of this study, future studies should specifically address the following aspects: (1) relation of serum markers with, e.g., corresponding cerebrospinal fluid markers or (post-mortem) brain material to assess whether these peripheral findings reflect CNSspecific processes, (2) consideration of potential concomitant immune-related diseases and anti-inflammatory therapies in the participants, (3) longitudinal assessment of these inflammatory markers, to evaluate the interrelationship of neurodegeneration and (specific) activation of inflammatory cascades in both IPD and PD LRRK2 , (4) longitudinal assessment in NMC LRRK2 to assess the relationship and time frame between inflammatory markers, prodromal symptoms, and future development of PD. In this context, an accurate definition of "prodromal PD" reflecting a high probability of the individual being in the phase of ongoing neurodegeneration should be applied.
Conclusions
In conclusion, idiopathic PD patients as well as those with LRRK2 mutations present with increased levels of the pro-inflammatory serum markers indicating a common disease status-specific pattern. These inflammatory processes are obviously paralleled by anti-inflammatory and neurotrophic processes, possibly as an attempt to counteract tissue damage. Non-manifesting LRRK2 mutation carriers with symptoms of the prodromal phase of PD did not show activated inflammatory profiles as observed in the PD-affected cohorts, suggesting that the activation of the immune system is not an early event in the disease cascade in at least the majority of this cohort. Finally, levels of inflammatory markers show distinct gender-specific profiles that need to be taken into account when analyzing immune marker profiles in different cohorts against disease status.
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